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Fluorescence emission of fluorescein isothiocyanate (FITC) from labelled antibody in microscopical preparations may be influenced by the characteristics of the mounting medium, in particular, its pH, its ionic strength, its viscosity, and the presence of quenching agents (Cherry, 1970) . Fluorescence emission is greater at alkaline than at acid pH (Hiramoto, Bernecky, Jurand, and Hamlin, 1964) . Pital and Janowitz (1963) claimed maximum fluorescence with glycerol buffered at pH 9 0 but Nairn (1969) recommended a slightly lower pH (8 6) so as to avoid impairment of immunological reactivity and fine tissue morphology. In a quantitative study of emission from FITC bound to cells mounted in buffered glycerol, Jongsma, Hijmans, and Ploem (1971) observed maximum fluorescence at pH 8-5. Small variations around this pH did not significantly influence fluorescence emission.
In spite of this well documented information it is still common practice to use a mounting medium which consists of glycerol and phosphate-buffered saline at pH 7u 1. Furthermore, such a mountant does not give firm adhesion between the cover glass and the microscope slide.
A semi-permanent medium containing polyvinyl alcohol grade 51-05 Elvanol (PVA)1 and glycerol was described by Rodriguez and Deinhardt (1960) . This altemative to buffered glycerol solidifies on drying without trapping air bubbles provides an adhesive film between the cover glass and the microscope slide, and was used by Taylor, Heimer, Lea, and Tomlinson (1964) to mount immunofluorescence preparations of Shigella sonnei. Several semipermanent mountants containing PVA were later evaluated in immunofluorescence studies by Thomason and Cowart (1967) . The method of preparing the mountant described by Rodriguez and Deinhardt includes mechanical stirring for 32 hours so as to dissolve the PVA and centrifugation at 12 000 rpm to clear the solution. The final pH of this Technical methods mountant is between 6 and 7. On storage, some batches of mountant prepared in this manner, as well as some commercially obtainable mountants containing PVA, become cloudy with sedimentation, thicken and even solidify. The purpose of this technical note is to describe a simple method for making an improved reagent of this type. This mountant (containing tris buffer pH 8-5 and designated A here) has a good shelf life, remains clear, and does not thicken after 12 months' storage in air-tight bottles or even during routine use.
We have compared fluorescence emission from single bacilli in preparations mounted in mountant (A) with that obtained from similar preparations mounted in glycerol and buffer at pH 8-5 (designated B here) and at pH 7-1 (designated C here). Weigh 3 g analytical quality glycerol in a Sterilins universal container with a conical bottom, add 1P2 g PVA, and stir well without spreading the PVA powder onto the side of the container. Add 3 ml demineralized water, stir, and leave for four hours at room temperature.
To prevent the formation of lumps it is important to mix the glycerol and PVA completely before adding the water.
Add 6 ml tris buffer solution to the mixture and place the universal container in a water bath at 50°C.
Leave for 10 minutes with occasional agitation so as to dissolve the PVA.
Finally, clear the reagent by centrifugation at 3000 rpm for 15 minutes.
A preservative such as merthiolate is not added.
BUFFERED GLYCEROL MOUNTANTS (B) AND (C)
B 90 g glycerol 10 ml tris buffer pH 8x5 C 90 g glycerol 10 ml phosphate-buffered saline and fixed by gentle heat. Homologous antibody conjugated with FITC at its routinely used dilution was applied to several smears and left in a moist atmosphere at room temperature for 20 minutes. The smears were washed (with a final rinse in distilled water), dried, and mounted. Excess mountant was removed by applying pressure on the cover glass. To obtain the best optical resolution with mountant A smears must be dry and covered with the minimum amount of reagent.
Slides were examined by means of a Union inverted microscope equipped with a tungsten halogen lamp, a Tiyoda darkfield condenser with toric lens, an all-dielectric interference primary filter with a matching secondary filter (Heimer and Taylor, 1972) . Measurements of immunofluorescence emission were made within an hour of mounting as well as after storage at 4°C and at -20°C. The equipment and procedure for making such measurements in terms of candelas per square metre (cd m-2) are described elsewhere (Taylor and Heimer, 1973) .
Results
As can be seen from the figure, emission from preparations mounted and stored at -20'C was for mountant A approximately 500 cd m-2, for mountant B 430 cd m-2, and for mountant C 350 cd m-2. All preparations stored at 4°C showed considerable diminution of fluorescence emission. We therefore recommend mountant A, and, that if preparations are to be stored, then -20°C is preferable to 4°C.
We thank Messrs Du Pont for a generous free sample of PVA.
